The most commonly used nonisotopic labels are enzymes and fluorophores because of their ease of measurement in widely available instrumentation (1) (2) (3) (4) . After 15 mm, we added the reaction mixture to 320 mg of KLH in 20 mL of water, adjusted the pH to 9.5 with 0.5 mol/L potassium carbonate, and then added sodium borohydride (12 mL, 0.4 mol/L) slowly, with stirring.
After 1 h at room temperature we adjusted the pH of the reaction mixture to 6. Sepharose-second antibody (100 ML) was added; after 30 mm, we measured unbound enzyme activity as In Figs. 1 Figure  4) . The enzyme fractions that were eluted from the column with 25 and 50 mmoIJL buffer and that antibody (100 ML)as described In FIg. 3 gave the best dose-response curves accounted for 13% and 17%, respectively, of the total enzyme activity applied to the column.
In the optimized assay described, 50 1uL of sample (onesixth of the total assay volume) gave an adequate assay response. For the response curves (e.g., Figure  3 
However
5.0 Within-run precision Mean, ig/L SD, pg/L CV, % Between-run precision Level! Mean, g/L SD, ig/L CV, % Level!! Mean, zg/L SD,for the Fabbased assay) we used 3 x 1010 limo! for the equilibrium constant for reaction of Fab with digoxin and enzyme
